1/9 



Figure 1. Nucleotide and amino acid sequences (SEQ ID Nos: 1 and 2) 
of the C. pneumoniae 60 kDa cysteine rich membrane protein 

ttgatcaggt agttaggaga tgaattaatt cctgactacc ttaattcaga taataaaccc 

aaatgttgag ggtaagagtt tacaaaacat tctacccgat ggcagaagaa aaaaataaac 

atgcgatagg agatccct atg tec aaa etc ate aga cga gta gtt acg gtc 

Met Ser Lys Leu He Arg Arg Val Val Thr Val 
15 10 

ctt gcg eta acg agt atg gcg agt tgc ttt gee age ggg ggt ata gag 
Leu Ala Leu Thr Ser Met Ala Ser Cys Phe Ala Ser Gly Gly He Glu 
15 20 • 25 

gec get gta gca gag tct ctg att act aag ate gtc get agt gcg gaa 
Ala Ala Val Ala Glu Ser Leu He Thr Lys He Val Ala Ser Ala Glu 
30 35 40 

aca aag cca gca cct gtt cct atg aca gcg aag aag gtt aga ctt gtc 
Thr Lys Pro Ala Pro Val Pro Met Thr Ala Lys Lys Val Arg Leu Val 
45 50 55 

cgt aga aat aaa caa cca gtt gaa caa aaa age cgt ggt get ttt tgt 
Arg Arg Asn Lys Gin Pro Val Glu Gin Lys Ser Arg Gly Ala Phe Cys 
60 65 70 75 

gat aaa gaa ttt tat ccc tgt gaa gag gga cga tgt caa cct gta gag 
Asp Lys Glu Phe Tyr Pro Cys Glu Glu Gly Arg Cys Gin Pro Val Glu 
80 85 90 

get cag caa gag tct tgc tac gga aga ttg tat tct gta aaa gta aac 
Ala Gin Gin Glu Ser Cys Tyr Gly Arg Leu Tyr Ser Val Lys Val Asn 
95 100 105 

gat gat tgc aac gta gaa att tgc cag tec gtt cca gaa tac get act 
Asp Asp Cys Asn Val Glu He Cys Gin Ser Val Pro Glu Tyr Ala Thr 
110 115 120 

gta gga tct cct tac cct att gaa ate ctt get ata ggc aaa aaa gat 
Val Gly Ser Pro Tyr Pro He Glu lie Leu Ala lie Gly Lys Lys Asp 
125 130 135 

tgt gtt gat gtt gtg att aca caa cag eta cct tgc gaa get gaa ttc 
Cys Val Asp Val Val He Thr Gin Gin Leu Pro Cys Glu Ala Glu Phe 
140 145 150 155 

gta age agt gat cca gaa aca act cct aca agt gat ggg aaa tta gtc 
Val Ser Ser Asp Pro Glu Thr Thr Pro Thr Ser Asp Gly Lys Leu Val 
160 165 170 



tgg aaa ate gat cgc ctg ggt gca gga gat aaa tgc aaa att act gta 
Trp Lys He Asp Arg Leu Gly Ala Gly Asp Lys Cys Lys lie Thr Val 
175 180 185 
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Figure 1 (cont'd) 



tgg gta aaa cct ctt aaa gaa ggt tgc tgc ttc aca get get act gta 
Trp Val Lys Pro Leu Lys Glu Gly Cys Cys Phe Thr Ala Ala Thr Val 
190 195 200 



747 



tgt get tgc cca gag etc cgt tct tat act aaa tgc ggt caa cca gec 
Cys Ala Cys Pro Glu Leu Arg Ser Tyr Thr Lys Cys Gly Gin Pro Ala 
205 210 215 



795 



att tgt att aag caa gaa gga cct gac tgt get tgc eta aga tgc cct 
lie Cys lie Lys Gin Glu Gly Pro Asp Cys Ala Cys Leu Arg Cys Pro 
220 225 230 235 



843 



gta tgc tac aaa ate gaa gta gtg aac aca gga tct get att gec cgt 
Val Cys Tyr Lys lie Glu Val Val Asn Thr Gly Ser Ala lie Ala Arg 
240 245 250 



891 



aac gta act gta gat aat cct gtt ccc gat ggc tat tct cat gca tct 
Asn Val Thr Val Asp Asn Pro Val Pro Asp Gly Tyr Ser His Ala Ser 
255 260 265 



939 



ggt caa aga gtt etc tct ttt aac tta gga gac atg aga cct ggc gat 
Gly Gin Arg Val Leu Ser Phe Asn Leu Gly Asp Met Arg Pro Gly Asp 
270 275 280 

aaa aag gta ttt aca gtt gag ttc tgc cct caa aga aga ggt caa ate 
Lys Lys Val Phe Thr Val Glu Phe Cys Pro Gin Arg Arg Gly Gin lie 
285 290 295 



987 



1035 



act aac gtt get act gta act tac tgc ggt gga cac aaa tgt tct gca 
Thr Asn Val Ala Thr Val Thr Tyr Cys Gly Gly His Lys Cys Ser Ala 
300 305 310 315 



1083 



aat gta act aca gtt gtt aat gag cct tgt gta caa gta aat ate tct 
Asn Val Thr Thr Val Val Asn Glu Pro Cys Val Gin Val Asn lie Ser 
320 325 330 

ggt get gat tgg tct tac gta tgt aaa cct gtg gag tac tct ate tea 
Gly Ala Asp Trp Ser Tyr Val Cys Lys Pro Val Glu Tyr Ser lie Ser 
335 340 345 



1131 



1179 



gta teg aat cct gga gac ttg gtt ctt cat gat gtc gtg ate caa gat 
Val Ser Asn Pro Gly Asp Leu Val Leu His Asp Val Val lie Gin Asp 
350 355 360 



1227 



aca etc cct tct ggt gtt aca gta etc gaa get cct ggt gga gag ate 
Thr Leu Pro Ser Gly Val Thr Val Leu Glu Ala Pro Gly Gly Glu lie 
365 370 375 



1275 



tgc tgt aat aaa gtt gtt tgg cgt att aaa gaa atg tgc cca gga gaa 
Cys Cys Asn Lys Val Val Trp Arg lie Lys Glu Met Cys Pro Gly Glu 
380 385 390 395 

acc etc cag ttt aaa ctt gta gtg aaa get caa gtt cct gga aga ttc 
Thr Leu Gin Phe Lys Leu Val Val Lys Ala Gin Val Pro Gly Arg Phe 
400 405 410 



1323 



1371 



aca aat ca a gtt gca gta act agt gag tct aac tgc gga aca tgt aca 
Thr ^ gT i tl{ " Wj 1 rT11n Pia ' r n1n q ^ ftg" C ys Gly Thr Cys Thr 

415 420 425 



1419 
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Figure 1 (cont'd) 
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Figure 2: Restriction enzyme analysis of the the C pneumoniae 60 kDa cysteine rich membrane 
protein. 
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Figure 2 (cont'd) 
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Figure 2 (cont'd) 
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Figure 2 (cont'd) 



Pmel 

Pmll 

PpulOI 

PpuMI 

PshBI 

Pspl24BI 

Pspl406I 

PspBII 

PspPPI 

Pvul 

PvuII 

Real 

Rsal 

SacI 

Sapl 

Sau96I 

Seal 

ScrFI 

Sdul 

SfaNI 

Sf cl 

SnaBI 

Spel 

Sse9I 

SspBI 

Tail 

TaqI 

Tf il 

Thai 

Trull 

Tru9I 

TscI 

Tsel 

Tsp509I 

TspEI 

TspRI 

Tthllll 

Vspl 

XhoII 

XmnI 

Zsp2I 



Spel 




Spe I 336 



Bam HI 




m 



N Spel/BamHI 
Spe^mfflT 

pCMV^Sac II 902 

r Amp 

Intron A' 
pCA/Myc-His 
6357 bp Myc 
His 

BGHpolyA^ 

Neo 



PstI 1865 
Sail 1875 

EcoRV 1894 
Xbal 1906 

BamH 1 1922 
Bglll 1928 



EcoRV 1805 
•Xbal 1819 
•Not I 1822 
Bam HI 1834 
Kpnl 1846 
Hin Dili 1852 



Not I / BamHI 



i 



+ PCR Product 
Notl^^BamHI 



Spe 1 249 

Sac II 902 

pCMV 

Intron A 




EcoRV 1805 
Xbal 1819 
Not 1 1822 



FIG. 

Construction of pCACRMP60 
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a Protective efficacy of DNA immunization with 
Figure 4: Protective « rh ^llenae of C. pneumoniae 

pCACRMP60 against intranasal challenge or y 
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